Abstract: Oleanolic acid (AO) and maslinic acid (MA) are constituents of the skins of different fruits, including olives and white or red grapes. Although both compounds are known to have beneficial properties against different types of cancers, thus far, there are no studies about their chemopreventive effects in human breast cancer. Thus, we sought to elucidate whether both compounds possess chemopreventive activity. Two cell lines of human breast cancer cells and one noncancerous human mammary epithelial cells were used to determine the effects of OA and MA. The results showed that OA inhibited the proliferation and increased the oxidative stress of highly invasive cells. Additionally, OA decreased oxidative stress and oxidative damage to the DNA in human mammary epithelial cells. These results suggest that OA could act as a chemopreventive agent in human breast cancer and could inhibit the proliferation of highly invasive breast cancer cells.
Introduction
The triterpenoids are natural compounds that are widely distributed in the skin and seeds of different edible fruits, such as olives and grapes from Vitis vinifera. Oleanolic acid (OA) and maslinic acid (MA) are two of the main triterpenes found in these fruits; in addition, they are also present in both virgin olive oils and wine, especially red wine [1] [2] [3] [4] [5] [6] [7] .
The traditional Mediterranean diet, characterized by the consumption of foods such as grapes, wine, must, raisins, olives and virgin olive oil, has been associated with a low incidence of breast cancer [8] . Current knowledge highlights the role of triterpenes in the prevention of certain cancers, including breast cancer [9] [10] [11] [12] [13] . Previously, it has been described that oleanolic acid and maslinic acid possess cardioprotective effects [14, 15] , anti-inflammatory effects [16, 17] , and antitumor properties in human prostate cancer cells [18] , hepatocellular carcinoma cells [19] , human pancreatic cells [20] , and colon cancer cells, among others [21, 22] . However, there are no studies about the potential chemopreventive effects of oleanolic and maslinic acids in human breast cells. We hypothesized that the chemopreventive effects of Mediterranean diet consumption against breast cancer may be due, at least in part, to the biological actions exerted by these compounds. To demonstrate this hypothesis, we have used the following well-characterized human breast cell lines: MCF10A human mammary epithelial cells, highly invasive MDA-MB-231 human breast cancer cells, and finally, minimally invasive MCF7 human breast cancer cells.
Results

Cytotoxicity Effects
The results are expressed as the percentage of cell survival with respect to the untreated control, which was set as 100%. For MCF10A cells, both OA and MA at 10 and 100 µM promoted cell death (cell survival was 83% and 13% for OA and 9% and 13% for MA, respectively) ( Figure 1a ). For MCF7 cells, MA induced a strong cytotoxic effect at 100 µM (8% survival) (Figure 1b) . MDA-MB-231 cells treated with the two acids showed a marked cytotoxic effect for OA or MA at 100 µM (68% and 17% survival, respectively). MA concentrations between 0.01 µM and 10 µM appeared to promote cell survival ( Figure 1c ). In the human mammary epithelial cells, both compounds were cytotoxic at the highest concentrations. However, for MCF7, which is a multi-drug-resistant cancer cell line, only MA was capable of promoting cell death. OA did not significantly promote cytotoxicity in MCF7 cells, according to our previous study [10] . Our results agree with Shan et al., who showed that OA did not strongly inhibit the growth of MCF7 cells [23] . In MDA-MB-231 cells, other studies of different plant extracts (which contain OA) have described antiproliferative effects [24, 25] . Ponou et al. showed that isolated OA did not promote cytotoxicity at a maximum concentration of 200 µM [26] , while we observed cytotoxicity at 100 µM.
Effects on Proliferation
The results are expressed as the percentage of cell survival with respect to the untreated control, which was set as 100%. MA at 10 and 100 µM had antiproliferative effects for MCF10A cells at 24, 48, and 72 h (10%, 38% and 11% cell survival for 10 µM and 9%, 10% and 11% for 100 µM, respectively) ( Figure 2 ). In MCF10A cells, OA inhibited proliferation at 10 and 100 µM after 48 and 72 h of treatment (~65% and 9% cell survival, respectively, at both time points) (Figure 2b,c) . For MCF7 cells, MA was antiproliferative only at 100 µM ( Figure 3) . In MDA-MB-231 cells, OA inhibited proliferation in a dose-dependent manner at all treatment exposure times ( Figure 4) . Similarly, OA and MA at 10 and 100 µM inhibited proliferation in human mammary epithelial cells. However, at low concentrations, OA and MA appeared to increase the proliferation of the human mammary epithelial cells over time.
Notably, OA and MA were able to inhibit proliferation in a dose-dependent manner at all of the time exposures assayed in highly invasive breast cancer cells (MDA-MB-231) (Figure 4 ). Values represent the mean ± SEM of three independent experiments. Statistically significant differences are represented by (*) for OA and ( †) for MA at p < 0.05 with respect to the untreated control.
Effects on the Cell Cycle
The results are expressed as the percentage of cells in the different phases of the cell cycle. For MCF10A cells, OA treatment resulted in an increase in cells in the G0/G1 phase at 10 µM with respect to the control and a decrease in the G2/M phase. MA treatment resulted in a dramatic increase in the sub-G0/G1 phase at 10 µM (65%) with respect to the control (0.4%), and consequently resulted in a decrease in the other phases. At 10 µM, both compounds affected the cell cycle of MCF10A cells (Table 1) . We have discussed the importance of the different concentrations of treatments used in experiments [27] , and our results show that high concentrations of these compounds could promote cell death in human mammary epithelial cells. For MDA-MB-231 cells, OA treatment resulted in a decrease in the number of cells in G0/G1 and an increase in G2/M at 0.1 µM with respect to the control. At 10 µM, OA increased the number of cells in the G2/M phase with respect to the control. MA treatment did not result in a significant difference in MDA-MB-231 (Table 1) or MCF7 cells (data not shown). These results suggest that MA affects the cell cycle of MCF10A cells, increasing the Sub-G0/G1 ratio. This increase could be due to pro-apoptotic effects. To assess this apoptotic effect, our group studied the apoptosis-promoting effects of these compounds in the three breast cell lines.
Analysis of Apoptosis
The percentages of living, apoptotic, and necrotic cells are represented with respect to the total, which was set as 100% (Table 2) .
For MCF10A cells, 10 µM OA resulted in a high percentage of apoptotic cells with respect to the control. MA at 10 µM increased the rate of apoptotic cells. For MDA-MB-231 cells, statistically significant differences were not found, but 1 µM OA resulted in a slight increase in the apoptotic cell rate (Table 2) . MA treatment in MCF7 cells did not result in a significant difference with respect to the control (data not shown). MA and OA at the highest concentrations caused apoptosis in MCF10A cells, while concentrations lower than 10 µM did not appear to promote apoptosis. However, in both breast cancer cell lines, neither OA nor MA produced a dramatic increase in apoptosis; only 1 µM OA slightly increased the apoptotic ratio in MDA-MB-231 cells. This slight increase could correspond with the proliferation observed, where OA decreased the proliferation in a dose-dependent manner over time.
Effects on the Intracellular ROS Level
In MCF10A cells treated with OA and MA, the levels of ROS decreased from 1 µM to 100 µM OA and from 10 to 100 µM for MA (Figure 5a ). MA treatment in MCF7 cells increased the ROS levels in a dose-dependent manner ( Figure 5c ). In MDA-MB-231, OA treatment resulted in an increase in the ROS levels at 0.001 µM and 100 µM, while MA did not alter the ROS levels at any concentration tested ( Figure 5d ). To induce intracellular oxidative stress, H2O2 was added before the fluorescence measurement. Figure 5b shows a decrease in the ROS levels in MCF10A cells for OA; however, this difference was statistically significant only at 1 µM. MA treatment increased the ROS levels in MCF10A cells at almost all concentrations (Figure 5b ). For MCF7 cells, MA appeared to increase the ROS levels at lower concentrations (Figure 5d ). The ROS levels in MDA-MB-231 cells increased with OA treatment from 0.01 µM to 100 µM, while MA treatment did not result in any statistically significant differences with respect to the control, except for 100 µM, which decreased the ROS level (Figure 5f ).
OA had a protective effect on MCF10A cells. It diminished ROS levels in the basal state, and when oxidative stress was induced, OA continued protecting the cells, reducing their sensitivity to oxidative stress. ROS can act as a trigger for carcinogenesis by permanent damage of DNA, causing mutations in p53, the tumour suppressor gene, which is frequently mutated (in up to 50%) [28] . In this way, OA could act like an antioxidant, protecting cells in an oxidative stress microenvironment, which could promote carcinogenesis [27, 28] . To assess this theory, our group studied the effects of OA and MAS in H2O2-induced DNA damage.
Although MA did not have this effect in MCF10A cells, it resulted in a strong increase in oxidative stress in MCF7 cells in a dose-dependent manner, which continued when oxidative stress was induced. In MDA-MB-231 cells, both compounds exerted this pro-oxidative effect. In the basal state, lower concentrations of OA appeared to increase the oxidative stress in MDA-MB-231 cells. In addition, when intracellular oxidative stress was induced by adding H2O2, OA dramatically increased the oxidative stress, approximately 30% more than the control. MA had the same effect but to a lesser extent. Therefore, OA had a protective role against oxidative stress in human mammary epithelial cells, while it had a pro-oxidant role in the highly invasive breast cancer cells. This pro-oxidant role in breast cancer cells could be important, considering that high enough levels of ROS may inhibit carcinogenesis by enhancing p53 expression and inducing apoptosis in tumour cells [28] . To corroborate these effects in ROS levels, antioxidant catalase (CAT) enzyme activity was evaluated.
Determination of CAT Activity
The activity of CAT measured in MCF10A cells after OA and MA treatment showed no statistically significant differences with respect to the control (Figure 6a ). In MCF7 cells, 0.1 µM OA increased CAT production significantly but appeared to decrease its production at higher concentrations. While 0.1 µM of OA was not assayed by Allouche, et al. [10] , 1 µM and 10 µM OA decreased the ROS levels; this could be related with the levels of CAT found in MCF7 cells in the present study (Figure 6b ). MA did not alter the activity of CAT with respect to the control in MCF7 cells (Figure 6b) .
Although there were no statistically significant differences in treated MDA-MB-231 cells, there was a slight decrease in the activity of CAT at 1 and 10 µM OA (Figure 6c ).
Effects on H2O2-Induced DNA Damage
To study the protective effect of these triterpenes against induced DNA injury, H2O2 was used to promote single-strand DNA breaks. The results are expressed as the percentage of Olive_TM for each cell line. Olive_TM incorporates a measure of both the smallest detectable size of migrating DNA (reflected in the comet tail length) and the number of relaxed/broken pieces (represented by the intensity of DNA in the tail), so this measure gives us information about the injury induced to DNA and the capacity for self-repair [29] .
Our results showed that for MCF10A cells, 1 µM OA protected against H2O2 injury to DNA, producing less DNA breaks than the control (Figure 7a ). MA had the same effect at 10 µM, but it must be noted that at this concentration, MA was pro-apoptotic for the human mammary epithelial cells. Therefore, this result was likely due to cells that remained alive in the cytotoxicity and proliferation assay and were not affected by MA. Although 1 µM MA did not have pro-apoptotic effects, it appeared to promote damage to DNA, which supports the results obtained for the detection of ROS levels after H2O2 addition. MA could act like a pro-oxidant in these cells, increasing the ROS levels in the first moments of treatment and resulting in damage to the DNA after addition of H2O2, consistent with our results. However, the effect of MA at this concentration did not remain the same over time, as the proliferation results have shown.
In the MCF7 cells, MA did not show significant differences with respect to the control (data not shown). In the MDA-MB-231 cells, OA promoted an increase in Olive_TM at 10 µM, and although it was not statistically significant, this increase also occurred at 0.1 µM. MA induced more injury to the DNA, increasing the Olive_TM at all concentrations tested in MDA-MB-231 cells (Figure 7b) . Consequently, for highly invasive breast cancer cells, with only 4 h of treatment, both compounds promoted a high extent of damage to the DNA. Therefore, the cytotoxic effects of oleanolic acid observed in MDA-MB-231 cells appeared to be connected with the increase observed in the ROS levels that in turn promoted damage to the DNA.
Discussion
OA and MA are two triterpenes present in several plants, including grapevines and olive trees and consequently in their fruits. It is well known that the Mediterranean diet plays a role in preventing breast cancer [8] , and these foods are typically found in this diet. Several studies have suggested the antitumoral properties of AO and MA, but until now, there has not been scientific data about their chemopreventive activity in human breast cancer and in human mammary epithelial cells. The present study is focused on the effects of these two natural compounds on human breast cancer cells and on human mammary epithelial cells, which never were studied before.
The results obtained show that MA inhibited the growth of minimally invasive MCF7 human breast cancer cells only at the highest concentration tested. Thus, MA treatment does not alter the cell cycle or induce apoptosis at the concentrations used previously by our group [10] or in the present study. However, Janicke, et al. [30] indicated that MCF7 cells have lost caspase-3 due to a 47-base-pair deletion within exon 3 of the CASP-3 gene, and this deletion is required for DNA fragmentation and phosphatidylserine expression on the cell surface. Accordingly, in the present study, MCF7 cells did not experience apoptosis, as indicated by flow cytometry, nor did they have changes in DNA fragmentation by the comet assay, but a decrease in cell proliferation was observed with OA treatment [10] and MA treatment. Thus, MA, which in turn promoted a dramatic increase in the ROS levels inside MCF7 cells, may promote their death but through a pathway distinct from apoptosis. In fact, an increase in ROS levels could contribute to cell death in cancer cells [31] .
Indeed, MA can promote apoptosis in HT29 colon cancer cells through ROS generation [32, 33] . Therefore, the connection between the ROS levels and cell death appears to be established. Our results demonstrate that OA and MA promote DNA damage in MDA-MB-231 cells. Further in-depth studies focusing on the molecular mechanism of the effects of OA and MA in breast cancer cells must be performed to confirm this. It must be noted that for several assays, the MCF7 cells were treated with high-purity MA (purity >98%) because the present study shows differences in MCF7 cells not reported in the previous study [10] , where the purity of MA was lower (>80%).
OA has been recently described to be pro-apoptotic in oestrogen receptor-negative/progesterone receptor-negative/HER2-negative (ER−/PR−/Her2−) breast cancer cells [34] , and patients with an ER− genotype are considered to have more aggressive, highly invasive breast cancer than patients with an ER+ genotype [35] . Chu, et al. described the action of BN107 (an extract with several terpenoidal saponins similar to OA), which promotes apoptosis in MCF10A (ER−) and in MDA-MB-231 (ER−) cells [34] . They concluded that BN107 and OA are strong inhibitors of the Akt/mammalian target of rapamycin (mTOR) pathway, which could avoid chemoresistance development in ER− breast cancer cells. Our results show that although MCF10A cells are ER−, OA was not able to cause cell death at concentrations lower than 10 µM; at these concentrations, OA had antiproliferative effects in the highly invasive MDA-MB-231 human breast cancer cells. Based on these results, the effects of OA appear to not be related to ER expression; depending on the concentration used, OA is able to promote cell death in ER− cells (MDA-MB-231 and MCF10A) and ER+ cells (MCF7) [10] .
OA has been shown to decrease the expression of Bcl-2 and increase the expression of Bax in B16F10 melanoma cells [36] . Perhaps OA exerts its effect in MDA-MB-231 cells by this pathway, which is related to oxidative mechanisms in the cell [27] . It is known that an increase in the ROS levels promotes apoptosis in breast cancer cells [37] . OA could increase the ROS levels in highly invasive cancer cells and could support the action of chemotherapies that increase oxidative stress inside cancer cells, which are usually used in more aggressive, highly invasive breast cancers.
Concentrations of OA and MA higher than 10 µM inhibited human mammary epithelial cell proliferation and promoted apoptosis over time, but lower concentrations even improved the proliferation of these human mammary epithelial cells. Hence, the concentration of the treatment used is an important consideration. Very few articles describe the bioavailability of these triterpenes in humans after intake [38] [39] [40] ; but several studies confirm that OA can be absorbed (0.7% of total oral bioavailibity) by rats after intake, as well as MA which was observed even after 60 min of oral administration in rat's plasma [27] . However, the concentration within the cells after the metabolism of these compounds is not described yet. Nevertheless, the concentration at which they are present in virgin olive oil is less than in other types of olive oils [5] .
Our results showed that OA acts like an antioxidant in human mammary epithelial cells (MCF10A) in vitro. OA may decrease the oxidative stress of cells by enzymatic CAT activation. Furthermore, when oxidative stress was induced, the cells treated with OA had decreased levels of oxidative stress compared to the untreated cells. The irreversible injuries to DNA and proteins caused by oxidative stress are usually prevented by antioxidants [28] ; along these lines, OA acts as an antioxidant for MCF10A cells, protecting the cells against oxidative DNA damage. Moreover, OA inhibited proliferation in MDA-MB-231 cells (highly invasive human breast cancer cells).
For these reasons, we might consider that OA could have potential chemopreventive activity in human breast cancer: at low concentrations, OA is a natural compound that acts as an antioxidant and prevents oxidative DNA damage in human mammary epithelial cells. Additionally, it has antiproliferative effects in highly invasive cancer cells. This compound could be used as an adjuvant in breast cancer oxidative therapies, where it could maximize the effects of chemotherapy while protecting human mammary epithelial cells against the oxidative effects of cancer therapy. However, pharmacologic effects of OA have to be studied before assure this.
Nevertheless, extreme caution should be applied in the extrapolation of the present in vitro results to potential clinical effects in humans. Further studies are needed to confirm both the chemopreventive capacity of OA and the differential mechanism of action on human mammary epithelial vs breast cancer cells suggested by the present study.
Experimental Section
Chemicals
Oleanolic acid (OA) CAS [508-02-1] (purity ≥97%) was purchased from Extrasynthese (Genay, France). 
Cell Culture and Treatments
Highly invasive MDA-MB-231 (ATCC 
Cytotoxicity Assay
Cell survival, measured as the cellular growth of the treated cells vs. the untreated controls, was carried out in MCF10A, MCF7 and MDA-MB-231 cells using an XTT-based assay according to Scudiero, et al. [41] , with some modifications. Briefly, cells were seeded into 96-well culture plates in a total volume of 100 µL per well (5 × 10 % viable cells = [A(treated cells)/A(control)] × 100 (1) where A is the difference in absorbance between optical density units (A = OD450 − OD620). All measurements were performed in quadruplicate, and each experiment was repeated at least three times. As a vehicle control, the cells were treated with EtOH at the highest concentration of OA and MA used.
Cell Proliferation Assay
Cell proliferation, measured as the cellular growth of the treated cells vs. the untreated controls, was carried out using a CellTiter-Blue Cell Viability Assay. Briefly, the cells were seeded into 96-well culture plates at 2 × 10 After an overnight incubation to allow for cell attachment, the medium was removed and replaced with fresh medium containing OA or MA from 0.01 µM to 100 µM. The plates were incubated for 24, 48 or 72 h, followed by a 72 h, 48 h and 24 h proliferation period (incubation with fresh medium without OA or MA), respectively. At these three time points, the plates were incubated with CellTiter-Blue Cell Viability for 3 h at 37 °C with 5% CO2 and the relative fluorescence units were measured in a plate reader (TECAN GENios Plus) (Ex. λ485/Em. λ595, Gain 60). The cell viability was calculated using the formula:
where A are the relative fluorescence units for each sample. All measurements were performed in triplicate, and each experiment was repeated at least three times. As a vehicle control, the cells were treated with EtOH at the highest concentration of OA or MA used.
Cell Cycle Assay
The 
Apoptosis Assay
The percentage of apoptotic cells was determined using a double staining assay with FITC-conjugated Annexin V and propidium iodide (PI). Briefly; the cells were seeded in 12-well culture plates 
Detection of Intracellular Reactive Oxygen Species
Intracellular reactive oxygen species (ROS) levels were measured after OA or MA treatment using the cell-permeable fluorescent probe 2,7-dichlorofluorescin diacetate (DCFH-DA), as previously described by Warleta, et al. [11] , with some modifications. Briefly, the cells were seeded on 96-well plates (5 × 10 3 cells/well for MDA-MB-231 and MCF7 cells and 2.5 × 10 3 cells/well for MCF10A cells), and after incubation with the treatments, DCFH-DA (100 µM) was added for 30 min at 37 °C with 5% CO2. The fluorescence was read in a plate reader for 30 min (Ex. λ485/Em. λ535, Gain 60). The intracellular ROS level percentage was calculated as follows:
where F(t = 0) is the fluorescence at t = 0 min and F(t = 30) the fluorescence at t = 30 min. It has been described that the addition of H2O2 increases oxidative stress in cultured cells and directly damages DNA [42] . To evaluate the protective capacity of OA and MA against induced oxidative stress, 500 µM H2O2 was added 30 min before the fluorescence quantification. All tests were run in triplicate for each experimental condition, and each experiment was repeated at least three times. All experiments were conducted using iron-free media (MEM and HuMEC).
Determination of Catalase (CAT) Activity
The cells were seeded into a 6-well plate at 0.5 × 10 6 cells/mL for MCF10A, MDA-MB-231 and MCF7 cells. The cells were incubated overnight for cell attachment. Then, the medium was changed to fresh medium containing OA or MA. The assay was performed according to the manufacturer's protocol for the determination of catalase enzymatic activity.
Alkaline Single-Cell Gel Electrophoresis (Comet Assay)
The cells were seeded into 12-well plates ( free) and suspended in 1 mL of cold 1× PBS. To evaluate the ability of OA and MA to protect against oxidative DNA damage, the cells were exposed for 10 min to 50 µM H2O2 at 4 °C. After that, the comet assay was performed according to Warleta, et al. [11] .
Slide Scoring and Analysis
DNA strand breaks were examined using a fluorescence microscope (Zeiss Axiovert 200) equipped with a Luca EMCCD camera (Andor Technology, Belfast, UK) under 494 nm excitation and 521 nm emission wavelengths using the Komet 5.5 software package (Kinetic Imaging Ltd., Liverpool, UK). Twenty-five cell images were randomly characterized per sample using 20× magnification. The relative fluorescence between the head and tail through the olive tail moment (Olive_TM) was used to determine DNA damage. Olive_TM is defined as the product of the Tail Moment Length and the fraction of DNA in the tail: Olive_TM = [(tail (mean) − head (mean)) × tail (% DNA)]/100 (4)
Statistical Analysis
The results are displayed as the mean of at least three independent experiments (± SEM), and the results are expressed as a percentage relative to the untreated control, which was set as 100%. Statistical analysis was performed using a one-way analysis of variance (ANOVA) followed by Fisher's LSD test. Values of p < 0.05 were considered significant. STATGRAPHICS Plus 5.1 statistical software (Statpoint Technologies, Inc., Warrenton, VA, USA) was used for the statistical analysis.
